In order to characterize the processing of prolactin (PRL) by mammary cells, cells were loaded with PRL and PRL were analyzed by SDS-polyacrylamide gel electrophoresis. Receptorbound PRL had the same molecular weight (23,000) as authentic PRL. No peaks with a molecular weight smaller than 23,000 were detected. PRL in the PRL-receptor complex was protected from a proteolytic enzyme (s). It was concluded that PRL was degraded after dissociation from the receptor. It is well-established that prolactin (PRL) has major mammogenic, lactogenic and galactopoietic effects on the mammary gland, and that PRL exerts its actions by binding to its receptor. It has been demonstrated that receptor-bound PRL is internalized, degraded by lysosomal enzymes, and excreted from the cell1,4). It is unclear whether PRL is degraded before or after the dissociation of PRL from the receptor. Because of the criteria of PRL degradation, thus, it is important to determine the molecular weight of receptor-bound PRL. In the present experiments, the molecular weight of receptor-bound PRL was determined by SDS-polyacrylamide gel electrophoresis (SDS-PAGE).
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Materials
and Methods volume of 0.5 ml. The assay medium consisted of Medium 199 (pH7.4)-0.25% bovine serum albumin. At the termination of the incubation, cells were washed twice with the assay medium. SDS-PAGE: Cells were suspended in 0.4ml of 0.12M Tris/HCl (pH6.9) and dispersed using a SDS-PAGE was carried out according to the same procedure of Laemmli2). Gels were cut into 1-mm segments and radioactivity in each segment was determined in an auto-gamma counter. Experiments were repeated 4 times using different mice.
Results and Discussion
The amount of receptor-bound 125I-PRL was calculated by subtracting the radioactivity obtained Depending on increasing concentrations of 125I-PRL, receptor-bound 125I-PRL was increased in a curvilinear fashion (Fig. 1A) . 125I-PRL was analyzed by SDS-PAGE (Fig. 1B) . Representative results are shown. Receptor-bound 125I-PRL had the same molecular weight (23,000) as authentic PRL. Regardless of the difference in the receptor occupancy with 125I-PRL, the two profiles were essentially the same. It has been reported that degraded PRL has a molecular weight smaller than 23,0004). In nonspecific binding, three peaks with a molecular weight smaller than 23,000 were detected and degraded 125I-PRL were greater than 70%. The mammary gland is capable of degrading PRL. The level of degraded PRL was about 30% in PRL extruded from mammary cells (unpublished). However, the data clearly show that PRL in the PRL-receptor complex is protected from a proteolytic enzyme (s). The author concludes that the reaction of PRL degradation occurs after the dissociation of PRL from the receptor. At present, PRL-dependent signal generating system is not known in the normally lactating mammary gland. As the mammary gland is able to retain PRL in the receptor for a relatively long period, it appears to be advantageous in promoting the continuance of lactation.
